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using microscanning laser vibrometry, exhibited a small 
temperature effect, with a Q10 of 1.2. These findings sug-
gest that locusts are affected by shifts in temperature at the 
periphery of the auditory pathway, but the effects on spike 
rate, sensitivity, and tympanal membrane displacement are 
small. Robust encoding of acoustic signals by only slightly 
temperature-dependent receptor neurons and almost tem-
perature-independent tympanal membrane properties might 
enable locusts and grasshoppers to reliably identify sounds 
in spite of changes of their body temperature.
Keywords Temperature · Tympanal membrane ·  
Auditory receptor neurons · Hearing · Insect
Introduction
Temperature affects many functions in poikilothermic 
(ectothermic) animals, as their body temperature changes 
with ambient conditions. Chemical reactions necessary 
to maintain life-sustaining processes depend on tempera-
ture—for example, temperature shifts modulate basic prop-
erties of nerve cells such as spike rate, conduction velocity, 
and spike amplitude (Burrows 1989; Janssen 1992; Franz 
and Ronacher 2002; Robertson and Money 2012). Thus, 
ambient temperature affects poikilothermic animals’ behav-
ioural performances including locomotion (Bennett 1990; 
Full and Tullis 1990; Charabidze et al. 2008), feeding 
(Hückesfeld et al. 2011) or communication (von Helversen 
1972; Heller 1986; Bauer and von Helversen 1987; Hoy 
1992). The sensory and motor systems of many poikilo-
therms often need to function effectively over a wide range 
of temperatures (Robertson 1993), as they occur in various 
habitats characterized by large temperature changes during 
the course of a day or the cycle of a year. Large temperature 
Abstract Poikilothermic animals are affected by vari-
ations in environmental temperature, as the basic proper-
ties of nerve cells and muscles are altered. Nevertheless, 
insect sensory systems, such as the auditory system, need 
to function effectively over a wide range of temperatures, 
as sudden changes of up to 10 °C or more are common. 
We investigated the performance of auditory receptor neu-
rons and properties of the tympanal membrane of Locusta 
migratoria in response to temperature changes. Intracel-
lular recordings of receptors at two temperatures (21 and 
28 °C) revealed a moderate increase in spike rate with a 
mean Q10 of 1.4. With rising temperature, the spike rate–
intensity–functions exhibited small decreases in thresholds 
and expansions of the dynamic range, while spike durations 
decreased. Tympanal membrane displacement, investigated 
Monika J. B. Eberhard and Shira D. Gordon contributed equally.
Electronic supplementary material The online version of this 
article (doi:10.1007/s00359-014-0926-y) contains supplementary 
material, which is available to authorized users.
M. J. B. Eberhard (*) · B. Ronacher 
Department of Biology, Behavioural Physiology Group, 
Humboldt-Universität zu Berlin, Invalidenstrasse 43, 
10115 Berlin, Germany
e-mail: monika.eberhard@biologie.hu-berlin.de
S. D. Gordon · J. F. C. Windmill 
Department of Electronic and Electrical Engineering, Centre 
for Ultrasonic Engineering, University of Strathclyde, Royal 
College Building, 204 George Street, Glasgow G1 1XW, UK
e-mail: shira.gordon@dartmouth.edu
Present Address: 
S. D. Gordon 
Department of Biological Sciences, Dartmouth College,  
78 College Street, Hanover, NH 03755, USA
 J Comp Physiol A
1 3
differences may also occur at a microclimatic level, e.g. in 
a meadow where they may total up to 10 °C between the 
ground and the top of vegetation (Römer 2001).
The ability to detect and process sounds is an important 
feature in many insects, enabling them to identify preda-
tors, prey, or mating partners. Both the production and 
perception of acoustic signals depend on body tempera-
ture, as the properties of muscles and neurons involved 
change with temperature shifts (Heller 1986; Bauer and 
von Helversen 1987). Calling songs of various insects 
such as cicadas, planthoppers, crickets, katydids, grasshop-
pers, and drosophila change with ambient temperature (for 
review see Sanborn 2006). Receivers of acoustic signals 
are also affected, since spike rates and sometimes sensitiv-
ity of auditory neurons increase, and temporal resolution 
is improved with rising temperature (Wolf 1986; Oldfield 
1988; Coro et al. 1994; Franz and Ronacher 2002; Prinz 
and Ronacher 2002; Fonseca and Correia 2007; Korsunovs-
kaya and Zhantiev 2007). Therefore, without adjustment to 
temperature changes, insects would only be able to reliably 
produce and perceive acoustic signals in a small tempera-
ture range, which would limit the usefulness of sounds as 
communication signals (Sanborn 2006).
Locusts are commonly used in studies including olfac-
tion (e.g. Raman et al. 2010; Martin et al. 2011; Joseph 
et al. 2012), vision (e.g. Guest and Gray 2006; Simmons 
et al. 2010; McMillan and Gray 2012), and neuronal pro-
cessing of auditory stimuli (e.g. Neuhofer et al. 2008; Cle-
mens et al. 2011; Wohlgemuth et al. 2011; Neuhofer and 
Ronacher 2012). However, less is known regarding how 
their ears or tympanal membranes respond to sound under 
different temperature conditions.
In the present study we investigate the effects tempera-
ture exerts on the tympanal membrane properties and per-
formance of auditory receptor neurons of Locusta migra-
toria L. The ears of grasshoppers and locusts are located 
laterally on the first abdominal segment (Fig. 1a). Sound 
induces a unidirectional travelling wave in the tympa-
nal membrane, by which energy of different frequencies 
is channelled to distinct attachment sites of correspond-
ingly tuned receptor neurons, peaking at point 1 (Fig. 1b, 
Online Resource 1). Thus, the tympanal membrane serves 
to both receive sound and differentiate its frequency con-
tent (Windmill et al. 2005, 2008), before receptor neu-
rons deliver afferent signals to the metathoracic ganglion 
(Fig. 1c). Here, important first processing steps take place 
before further transmission to the brain (Stumpner et al. 
1991; Clemens et al. 2011).
We recorded intracellularly from receptor neurons 
within the metathoracic ganglion while the tempera-
ture of the preparation was lowered from 28 °C to 21 or 
22 °C. From the spike rate–intensity–functions, tempera-
ture coefficients (Q10) were calculated. Data on receptor 
neuron spike rate have also been used in another study 
focussing on theoretical considerations (Roemschied 
et al. 2014). To investigate whether temperature-depend-
ent changes in the physical movement of the tympanal 
membrane contribute to the observed changes in recep-
tor responses, the tympanal membrane was monitored at 
six representative locations, using a microscanning laser 
Doppler vibrometer.
Materials and methods
Animals
Adult L. migratoria were obtained from commercial sup-
pliers (Hellweg, Germany; Blades Biological Ltd., UK). 
Animals were housed gregariously at 22–25 °C with ad 
libitum food supply (organic lettuce, oats). Temperature 
regulation for the trials was obtained by placing the ani-
mals directly onto a Peltier element (3 cm × 1.5 cm) con-
nected to a 2 V battery and a potentiometer. For the elec-
trophysiology experiments, temperature was monitored 
and recorded with a digital thermometer (GMH 3210, 
Greisinger electronic GmbH, Regenstauf, Germany) con-
nected to an NiCr–Ni-thermoelement (GTF 300, Type K, 
Fig. 1  Scheme of the peripheral auditory pathway of Locusta migra-
toria. a The ears (tympana) are located laterally on the first abdom-
inal segment. b Six representative locations on the tympanal mem-
brane (TM) were chosen to measure movement of the membrane 
during acoustic stimulation. Points 1–4 represent attachment points 
of Müller’s organ, the auditory sensory organ. Bar 1 mm. c Auditory 
receptor neurons (Rec), attached to the tympanal membrane, deliver 
afferent signals via their axons to the metathoracic ganglion where 
they project onto local interneurons (LI), which connect to ascend-
ing interneurons (AI). Receptor neurons were recorded intracellularly 
within the metathoracic ganglion (grey arrow and asterisk)
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Greisinger electronic GmbH, Regenstauf, Germany). To 
prevent any disturbances by the thermoelement during 
recordings, it was fixed between the Peltier element and 
the preparation. In four control preparations, temperature 
was measured by two thermoelements, one fixed between 
the Peltier element and the preparation and one inside the 
preparation, placed as close as possible to the inner side 
of the tympanum, where the receptor neurons attach. From 
these temperature measurements, a calibration curve was 
established and subsequently used to correct the tempera-
ture measured during recordings. The temperature differ-
ences between high and low temperature treatment were 
on average 6.5 ± 0.8 °C (mean ± SD; Fig. 2d). In the laser 
vibrometry experiments we used an infrared thermom-
eter (IR 650-12D, Voltcraft, UK) pointed directly at the 
tympanum.
Sound stimulation
Broadband noise stimuli (100 ms duration, 1–40 kHz elec-
trophysiology, and 1–30 kHz laser vibrometry) were cre-
ated with Matlab (R2011a, The MathWorks Inc., USA) 
followed by a 100 kHz D/A conversion (BNC-2090A; 
National Instruments, Austin, TX, USA). An intensity 
range from 32 to 88 dB SPL was covered in 8-dB steps 
for electrophysiology; for laser vibrometry, two intensities 
were used (74 and 88 dB SPL). In the electrophysiologi-
cal experiments, the stimulus sound was routed through a 
computer-controlled attenuator (ATN-01M; npi electronic 
GmbH, Tamm, Germany) and an audio amplifier (Pioneer 
stereo amplifier A-207R, Pioneer Electronics Inc., USA). 
Acoustic stimuli were broadcast unilaterally by speakers 
(D2905/970000; Scan-Speak, Videbæk, Denmark) located 
a b
c
d
Fig. 2  Spike rate–intensity–functions of three receptor neurons 
recorded intracellularly each at two different temperatures (only ipsi-
lateral acoustic stimulation shown). a The receptor neuron shows a 
typical sigmoidal spike rate–intensity–function, with a dynamic range 
between ca. 35 and 60 dB SPL, saturating at 70 dB SPL. The cutoff 
for calculation of mean Q10 values was based on spike rates above 
50 % maximum at the warmer temperature (grey dashed line, see 
“Materials and methods”). Inset acoustic stimulus (lower trace) and 
voltage traces of the recording, showing shorter action potential dura-
tions at the higher temperature. b Spike rate–intensity–functions for 
a high-frequency receptor and c a low-frequency receptor. A Boltz-
mann function was fitted to the data points (see “Materials and meth-
ods” and Fig. 3a for definitions). d Calibration curves of temperature 
measured directly at the Peltier element (T1) and at the inner side of 
the tympanal membrane, as close as possible to the attachment sites 
of the receptor neurons (T2). For all temperature measurements dur-
ing intracellular recordings, the temperature was calibrated according 
to T2; thus, temperature ranges from 6 to 8 °C could be acquired. We 
adhered to a conservative approach: the temperature of the prepara-
tion was derived from the calibration curve at the onset of a recording 
(lasting 40 s). Although temperature may still have been subject to 
small changes during the recording, this procedure ensured that tem-
perature changes were, if at all, slightly underestimated
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at ±90° (left and right side of the insect) and 30 cm from 
the preparation. In the electrophysiological recordings, 
sound was played first either from the right speaker and 
then from the left speaker or vice versa to obtain a direc-
tional characteristic for each receptor neuron. Sound inten-
sity was calibrated with a half-inch microphone (type 
4133; Brüel & Kjær, Nærum, Denmark) and a measuring 
amplifier (type 2209; Brüel & Kjær, Nærum, Denmark), 
positioned at the site of the preparation. For the laser 
vibrometry experiments, the stimulus sound was routed 
through the laser vibrometer computer, amplified (TA-
FE370, Sony, Japan), and played with the speaker (Air-
Motion Transformer, Heil, USA) positioned facing the 
tympanum. A microphone (type 4138, Brüel & Kjær, Den-
mark) connected to the laser software was placed at the 
location of the tympanum to calibrate the sound pressure.
Electrophysiology
Legs, wings, head, and gut were removed from adult L. 
migratoria before the animals were fixed with a thin layer 
of wax, dorsal side up, onto the Peltier element attached to 
a holder. The thorax was dissected dorsally to expose the 
metathoracic ganglion, which was subsequently stabilized 
on a small NiCr platform. The thoracic cavity was filled 
with locust saline solution (Pearson and Robertson 1981). 
Auditory receptors were recorded intracellularly in the 
metathoracic ganglion, near the auditory nerve (Fig. 1c, 
arrow), or in the frontal auditory neuropil (Fig. 1c, aster-
isk), using glass microelectrodes (borosilicate, GC100F-10; 
Harvard Apparatus, Edenbridge, UK) filled with a 3–5 % 
solution of Lucifer yellow in 0.5 M LiCl. All electro-
physiological experiments were carried out in a Faraday 
cage lined with foam prisms to minimize echoes. Neu-
ral responses were amplified (BRAMP-01; npi electronic 
GmbH, Tamm, Germany) and recorded by a data-acqui-
sition board (BNC-2090A; National Instruments, Austin, 
TX, USA) with a sampling rate of 20 kHz. Acoustic stimuli 
as well as intracellular recordings were stored digitally by 
a custom-made programme (LabView 7 Express, National 
Instruments, Austin, TX, USA). Each measurement was 
repeated five times per intensity and stimulation side (ipsi- 
and contralateral). In most experiments, recordings were 
conducted first at the high temperature (28 °C), then the 
preparation was cooled down to 21 °C and the stimulation 
programme was repeated for the same neuron at the low 
temperature. The temperature change at the Peltier element 
was completed in approximately 1 min (see Fig. 2d). The 
stimulation programme started after another 1–2 min. After 
completion of the recordings, Lucifer Yellow was injected 
into the recorded cell by applying hyperpolarizing current. 
Subsequently, the thoracic ganglia were removed, fixed in 
4 % paraformaldehyde, dehydrated, and cleared in methyl 
salicylate. The stained cells were identified under a fluores-
cent microscope according to their characteristic morphol-
ogy (Römer and Marquart 1984; Halex et al. 1988; Stump-
ner and Ronacher 1991). Ipsi- and contralateral stimulation 
sides were defined relative to the axon of the receptor 
neuron.
A total of nine receptor neurons in eight preparations 
were recorded; in one preparation, two receptor neurons 
were recorded but treated as independent measurements, 
as there was at least 15 min between recordings, new elec-
trodes had been used, and the site of recording had been 
changed from left to right. The recorded receptor was 
checked to determine if it was a high-frequency receptor or 
a low-frequency receptor by applying 5 and 15 kHz stimuli 
in four of the recordings. In our sample, no difference in 
reaction to temperature was found between the recordings 
of two high-frequency receptors (Fig. 2b) and two low-fre-
quency receptors (Fig. 2c).
Spike times were extracted from the digitized recordings 
by applying a voltage threshold. Mean spike rates were 
calculated for each intensity to obtain spike rate–intensity–
functions per neuron, stimulation side, and temperature. 
From these curves, temperature coefficients (Q10 values) 
of the firing rate were determined using Eq. 1,
where X is the spike rate at the higher temperature (Tx), 
and Y is the spike rate at the lower temperature (Ty). 
Thus, a Q10 value above 1 implies a greater spike rate 
at the higher temperature, while a Q10 = 1 indicates that 
the spike rates did not differ. For each recorded neuron, 
a mean Q10 value per stimulation side was calculated 
using only values with spike rates above 50 % maximum 
spike rate at the high temperature (see Fig. 2a). This 
was done to omit sub-threshold or near-threshold data, 
which would have resulted in unreliable Q10 values. 
To establish if the sensitivity of the receptors changes 
with temperature, we determined the firing threshold for 
each spike rate–intensity–function by fitting a sigmoidal 
Boltzmann function (Eq. 2) to each of the plotted graphs 
(Figs. 2, 3a),
where p(1) is the maximal spike rate, p(2) is intensity in dB 
SPL at half-maximal spike rate, and p(3) is the slope of the 
function.
Threshold was defined as the intensity where the fitted 
function rose above the mean spontaneous background 
spike rate plus one standard deviation. The dynamic range 
of a receptor neuron between threshold and saturation of 
(1)Q10 =
(
X
Y
) 10
(Tx−Ty)
,
(2)y = p(1)1 + e−(x−p(2))/p(3) ,
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the sigmoidal function is important for the animal’s ability 
to discriminate between sound intensities. The steeper the 
slope of the function, the better is the intensity resolution 
of the receptor cell. To investigate if the dynamic range of 
receptor neurons depends on temperature, the slopes of the 
sigmoidal functions were also compared and the width of 
the dynamic range was determined from threshold to 95 % 
maximum spike rate (Fig. 3a). For one receptor, threshold, 
slope and dynamic range could not be reliably calculated 
as firing started in response to the lowest stimulus intensity 
(therefore: N = 16(8) instead of 18(9) for those values; two 
values per receptor neuron; ipsi- and contralateral stimula-
tion). The shape of action potentials was investigated by 
superimposing all spontaneously emitted spikes (spikes 
during acoustic stimulation were not considered to avoid 
any changes in action potential shape due to high spike 
rates) and calculating a mean action potential shape per 
neuron and temperature (custom-made Matlab function by 
Frederic Roemschied). From the mean shape, action poten-
tial duration was measured at half-maximum amplitude. 
Fig. 3  a A Boltzmann func-
tion was fitted to the spike 
rate–intensity–functions; 
thresholds at high (Thigh) and 
low temperature (Tlow) were 
defined as the intensities where 
spike rate rose above the mean 
spontaneous background spike 
rate plus one standard devia-
tion. The dynamic range was 
measured from threshold to 
95 % maximum spike rate. b 
Changes in firing threshold, 
dynamic range, and slope of the 
sigmoidal function (N = 8, ipsi- 
and contralateral stimulation), 
as well as action potential dura-
tion (N = 9) were determined 
by subtracting the values at 
the cold temperature (temp.) 
from the values at the warm 
temperature (temperature spans 
between 5 and 8 °C). Box plots 
show median (thick horizontal 
lines), mean (circles), quartiles 
(box), 1.5 IQR (whiskers), and 
outliers (+). Significances were 
determined using Wilcoxon 
matched pairs signed-rank tests. 
c–f Pairwise comparisons of fir-
ing threshold c, dynamic range 
d, slope e, and action potential 
(AP) duration f at the two tem-
peratures (temp.)
ba
dc
fe
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Significance of differences between high and low tempera-
ture in threshold, slope, width of dynamic range, and action 
potential duration was estimated using Wilcoxon matched 
pairs signed-rank tests. All analyses were done using Mat-
lab (R2012a, The MathWorks, USA), and subsequent 
graphs were edited in CorelDraw (X6, Corel Corporation, 
Canada).
Laser vibrometry
Wings were cut to allow direct access to the tympanal 
membrane for the laser measurements (Polytec PSV-
300-F, Germany, with an OFV-056 scanning head fitted 
with a close-up unit attachment). Animals were firmly 
attached, ventral side down, to the Peltier element using 
BLU-TACK (Bostik-Findley, Stafford, UK) and were given 
1–2 min to adjust to temperature (20 or 31 °C) before the 
sound was played. First, the entire membrane was scanned, 
and then six representative points (see Fig. 1b) were indi-
vidually measured, to achieve the greatest accuracy. In 
some individuals, not all points could be measured, mainly 
because of the cuticular structure covering the tympanum 
(see Fig. 1b); this was especially true for point 3. Each laser 
measurement was averaged over 15 repeats. After comple-
tion of a recording at one temperature, the whole laboratory 
and Peltier element were heated up or cooled down and 
measurements were repeated at the warmer/cooler tempera-
ture. It took approximately 10 min to heat/cool the small 
laboratory. Gain data between the laser and the microphone 
were used to account for any sound volume variations, and 
data were considered of sufficient quality when coherence 
exceeded 85 % (see Windmill et al. 2005). Displacement 
gain values were obtained for every 12.5 Hz and pooled 
together in 500 Hz groupings.
Data were analysed in two ways: (1) identifying if 
membrane displacement was greater for either tempera-
ture and (2) obtaining the Q10 value. Membrane dis-
placement differences were determined from the dis-
placement values per frequency (58 frequency bins) per 
point (six points, see Fig 1b), per animal (N = 31). We 
calculated the percentage of animals whose membrane 
moved more in warm conditions (31 °C) by dividing the 
warm values with the cold values where a ratio of greater 
than one indicated more movement in the warm tem-
peratures. We then analysed the percentage that moved 
more with a Chi-squared test for each of the six points 
and all points pooled together (one mean value per indi-
vidual over all six points). Q10 values were calculated in 
a similar fashion as the electrophysiology (Eq. 1), where 
X was the amplitude gain at the higher temperature (Tx) 
and Y was the gain at the lower temperature (Ty), thereby 
the electrophysiology and laser physiology results were 
comparable.
Results
Receptor neurons
Intracellular recordings at 28 and 21 °C revealed that spike 
rate increased with increasing temperature (Fig. 2). The 
spike rate changes corresponded to an average Q10 of 
1.40 ± 0.21 (mean ± SD; the range of observed Q10 values 
was 1.19–1.82). All receptor neurons exhibited a sigmoidal 
spike rate–intensity–function; the dynamic range of most 
receptors started at 35–40 dB SPL and saturated between 
60 and 70 dB SPL (see three examples in Fig. 2a–c). With 
increasing temperature, thresholds decreased by 1.63 dB on 
average (Fig. 3b, c). This change was significant in a pair-
wise comparison (Wilcoxon matched pairs signed-rank test, 
W = 0, N = 16, P < 0.001). The dynamic range increased 
by ~1.8 dB (Wilcoxon matched pairs signed-rank test, 
W = 19, N = 16, P < 0.05; Fig. 3b, d), and the slopes of the 
sigmoid functions became marginally steeper with increas-
ing temperatures (Wilcoxon matched pairs signed-rank 
test, Z = −2.74, N = 16, P < 0.01; Fig. 3b, e). With higher 
temperature, the duration of action potentials decreased 
by 0.06 ms per 1 °C on average (Wilcoxon matched pairs 
signed-rank test, W = 2, N = 9, P < 0.05; Fig. 3b, f).
Tympanal membrane
Tympanal displacement followed an expected frequency 
response and travelling wave pattern at both tempera-
tures (20 and 31 °C) (Fig. 4a, Supplementary material 
1a). Across frequencies, the tympanal membrane moved 
more with warmer temperatures, as indicated by the values 
remaining above 1 when hot data was divided by cold data 
(Fig. 4b). Pooling frequency data together for each meas-
ured point and individual, the amplitude gain increased 
significantly for all points together irrespective of stimu-
lus intensity (all points combined: Chi-square test, 74 dB 
SPL: χ2 = 9.32, P < 0.01; 88 dB SPL: χ2 = 3.90, P < 0.05, 
N = 31), and for 4/6 (74 dB SPL) or 3/6 (88 dB SPL) of the 
points when measured individually (Fig. 4b).
All measured points showed mean Q10 values for 
amplitude gain above 1 (Fig. 4c; Table 1), indicating that 
tympanal membrane displacement increased in the warmer 
condition. There was no significant difference between 
Q10 values of the six measured points within one intensity 
(Kruskal–Wallis test −74 dB SPL: χ2 = 4.34, NS; 88 dB 
SPL: χ2 = 9.00, NS) and no significant difference between 
intensities (Kruskal–Wallis test: χ2 = 13.72, NS). Ampli-
tude gain for all points pooled together (one mean Q10 
value per individual calculated over all six points) exhib-
ited mean Q10 values of 1.22 (74 dB SPL) and 1.21 (88 dB 
SPL) (Fig. 5b). There was also no difference between the 
mean Q10 values of pooled data and intensity (Fig. 5b, 
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Wilcoxon rank-sum test, Z = −0.155, NS). When taking 
only low (2–10 kHz) or high (12–30 kHz) sound frequen-
cies into account, mean Q10 values did not significantly 
change (Table 1).
Discussion
Warmer temperatures lead to slightly larger tympa-
nal membrane displacements (Figs. 4, 5) as well as to 
increased firing rates of auditory receptor neurons (Figs. 2, 
5). In addition, the width and slope of the dynamic range 
and thresholds as well as the spike durations were affected 
(Fig. 3). We will first focus on the effects on spike rates.
The average Q10 value of 1.4 found for spike rates is 
remarkably low. Not only lower than the Q10 of 2–3, 
which is typical for various chemical, metabolic, and physi-
ological rates across microbes, plants, and animals (Hoff-
mann 1995; Dell et al. 2011), but also lower than in several 
reports in the literature. In different insect species Q10 val-
ues for spike rates of auditory receptor neurons between 1.7 
and 3.8 are reported or can be calculated from figure data 
(Abrams and Pearson 1982; Coro et al. 1994; Franz and 
Ronacher 2002; Fonseca and Correia 2007; Korsunovskaya 
and Zhantiev 2007). Oldfield’s (1988) data yield extreme 
Q10 values between 3.7 and 11.6. However, these values 
seem less realistic since he recorded from isolated ears (see 
also comments by Korsunovskaya and Zhantiev 2007). In a 
previous study on locusts in a similar experimental setup, a 
stronger temperature effect was visible, which would cor-
respond to a Q10 of ~1.75 (Fig. 1a in Franz and Ronacher 
2002). However, this value is based on the recording of a 
a b
c
Fig. 4  Displacement of the tympanal membrane at two different 
temperatures. a Example of recorded amplitude gain per sound fre-
quency bin measured at point 2 of the tympanal membrane for one 
individual at 31 and 20 °C. b Percentage of animals with tympana 
that moved more with warmer temperatures for each measured point 
and combined points. Asterisks identify significance (Chi-squared 
tests; P < 0.05), gray dashed line indicates 50 % of individuals. c Box 
plots of Q10 values of tympanal membrane movement for all meas-
ured points and the two sound intensities used. Note that in all points, 
median (line) and mean (circle) Q10 values lie above 1
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single receptor neuron and still falls in the range of Q10 
values found in the present study (1.19–1.82). Differences 
with other authors’ reports are larger and may be attributed 
to differences in methods used, different species, or very 
large temperature ranges and a small number of recep-
tor neurons used. The contrasting findings of our study to 
others might also be due to the different locust populations 
used; considerable variability in neurons’ physiology and 
temperature dependence can occur even within populations 
as has been shown in a study of isogenic clones of Schis-
tocerca americana (Goodman and Heitler 1977).
Temperature effects on mechanosensors may also 
depend on body position: the sensitivity to temperature 
shifts of mechanosensory hairs of the locust S. americana 
changed depending on their location on the body (Miles 
1985). Sensory hairs on the thorax, being subject to smaller 
temperature variations, reacted more sensitively to heat-
ing or cooling, while hairs on the tarsus that are normally 
exposed to larger temperature changes exhibited almost 
temperature-invariant firing rates (Miles 1985). This last 
observation supports our finding of low Q10 values and 
indicates that mechanoreceptors can evolve to respond in 
an almost temperature-invariant way.
Since no network effects (excitation or inhibition by 
other neurons) have been reported so far for insect auditory 
receptor neurons, their dependence on temperature must be 
attributed solely to the movement of the tympanal mem-
brane, the transduction process, and intrinsic cellular pro-
cesses. In particular, the activity of ion channels responsi-
ble for the generation of spikes is affected by temperature, 
and Q10 values for ion permeability and channel activa-
tion/inactivation for sodium, potassium, and calcium range 
between 1.5 and 3 (e.g. Hodgkin and Katz 1949; Mont-
gomery and MacDonald 1990; Janssen 1992; Hille 2001). 
Notwithstanding the strong temperature dependence of ion 
channels, a recent modelling study has demonstrated that 
neurons can indeed achieve a low temperature dependence 
of firing rates with a suitable combination of ion channels 
(Roemschied et al. 2014).
The decrease in action potential duration with higher 
temperatures seen in the present study (about 0.06 ms per 
1 °C) is comparable to the action potential shape changes 
found in other studies. In neurons of the suboesophageal 
ganglion of the cricket Gryllus bimaculatus, action poten-
tial duration decreased by approximately 0.05 ms per 1 °C 
in a comparable temperature range (Janiszewski and Otto 
1988: see Fig. 3 therein). Two studies investigating locust 
auditory receptor neurons also mention a decrease in action 
potential duration with rising temperature, without provid-
ing quantitative data (Abrams and Pearson 1982; Franz and 
Ronacher 2002).
The response thresholds of auditory receptors decreased 
on average by only 1.6 dB and the width and slope of the 
dynamic range slightly increased with a temperature step 
of 6–8 °C. Although these trends were consistent across 
preparations, such small shifts in threshold or dynamic 
range may be of little relevance to the locust’s process-
ing of sounds under natural and noisy conditions. In con-
trast, in some auditory interneurons of a cicada, Tettigetta 
Table 1  Relative displacement of the tympanal membrane at 20 and 
31 °C, expressed as mean Q10 values ± SD (see also Fig. 4c)
All measured points exhibit a Q10 > 1; thus, the tympanal membrane 
displacement slightly increased with 10 °C increased temperature. 
Q10 values for all points together (one mean Q10 value calculated 
over all six measured points per individual) were calculated over the 
whole frequency range, low-frequency range (2–10 kHz) and high-
frequency range (12–30 kHz)
Point Q10 (amplitude gain)
74 dB 88 dB
1 1.09 ± 0.43 1.06 ± 0.47
2 1.32 ± 1.04 1.22 ± 0.37
3 1.39 ± 0.69 1.28 ± 0.56
4 1.17 ± 0.34 1.33 ± 0.41
5 1.26 ± 0.49 1.08 ± 0.37
6 1.16 ± 0.35 1.34 ± 0.79
All points 1.22 ± 0.33 1.21 ± 0.35
2–10 kHz 1.21 ± 0.40 1.28 ± 0.60
12–30 kHz 1.21 ± 0.34 1.16 ± 0.28
a b
Fig. 5  Box plots of calculated Q10 values for receptor neuron spike 
rate and tympanal membrane amplitude gain for all measured points 
pooled, showing median (line), mean (circle), quartiles, 1.5 IQR, and 
outliers (+). a Q10 values for spike rate of intracellularly recorded 
receptor neurons (N = 9). b Q10 values for amplitude gain of the 
tympanal membrane (N = 31). All six representative points located 
on the membrane were pooled to acquire an overall mean Q10 for 
each individual. There was no difference in Q10 values between the 
two stimulus intensities
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josei, thresholds decreased by an average of 2.2 dB per 
1 °C rise, mainly in the low-frequency range (Fonseca and 
Correia 2007). Wolf (1986) found a decrease in threshold 
with warming of 1 dB per 1 °C between 15 and 40 °C in 
an auditory interneuron of the grasshopper Ch. biguttulus. 
The difference to the present study may in part result from 
a different method used to calculate thresholds, as Wolf 
(1986) used a criterion: threshold = sound pressure level at 
which the stimulus was answered with a 50 % probability, 
whereas we fitted a Boltzmann function to calculate thresh-
olds (see “Materials and methods”). Additionally, Wolf 
(1986) investigated an auditory interneuron, in which net-
work effects might contribute to the neuron’s response to 
temperature changes.
Network effects may also reduce the impact of intrin-
sic temperature effects at the level of local and ascending 
interneurons, making intrinsic temperature compensation 
less important. Even if those neurons are affected by tem-
perature, the combination of information from several neu-
rons might result in temperature-independent codes being 
available to the postsynaptic network in the brain (von 
Helversen 1979; von Helversen and von Helversen 1994; 
Ronacher et al. 2004; Clemens et al. 2011, 2012; Robert-
son and Money 2012). In contrast, no network exists at the 
level of receptor neurons, whose coding abilities might 
thus be more affected by temperature effects. Likely, at 
the level of auditory interneurons other properties become 
more important than firing rates. Electrophysiological 
studies on auditory receptors and interneurons of locusts 
showed that the resolution of fast-amplitude modulations 
and the detection of minute gaps within sound stimuli 
were improved with rising temperature (Franz and Ron-
acher 2002; Prinz and Ronacher 2002; see also Ronacher 
and Römer 1985).
The receptors’ firing rates depend on both the intrinsic 
properties of the cell and the displacement of the tympa-
nal membrane: sound waves translate to travelling waves 
across the tympanal membrane and physically move the 
receptor neurons’ attachments. Thus, enhanced tympanal 
displacement at higher temperatures could, at least to some 
extent, be responsible for the rise in spike rates observed for 
receptor neurons. In this study on L. migratoria, we found 
a slight increase in tympanal membrane displacement at 
higher temperatures (Figs. 4, 5). Since the frequency reso-
lution of grasshoppers is rather poorly developed (Hennig 
et al. 2004), the present study did not focus on frequency 
tuning of the tympanal membrane, rather we investigated 
the overall movement by combining all frequencies. By 
using the same simple acoustic broadband stimuli as used 
for electrophysiology, we acquired comparable results con-
cerning both receptor neuron physiology and tympanal 
membrane displacement. The mean Q10 values for dis-
placement (amplitude gain) measured at six representative 
points, where four of the points were actually attachment 
points of Müller’s organ (Fig. 1b), were consistently above 
one (Fig. 4c). Still, the overall increase across all sound 
frequencies in movement was quite small compared to the 
maximal deflections of the tympanal membrane (Windmill 
et al. 2005, 2008).
Similar small effects of temperature changes on tympa-
nal vibrations are reported from other insects. The tympa-
num and tympanal apodeme of a cicada, T. josei, showed 
no change in vibration velocity or phase angle to acoustic 
stimulation within a temperature range of 18–35 °C (Fon-
seca and Correia 2007). Also, in a tree cricket, Oecanthus 
henryi, the frequency response of the anterior tympanal 
membrane did not change with temperature (Mhatre et al. 
2011).
Since we do not know the transfer function between 
tympanal membrane movement and receptor neuron spike 
rate in locusts, we cannot directly connect the Q10 values 
obtained for tympanal membrane displacement and recep-
tor neuron spike rate. Effective stimulation of receptors 
results from an interaction between the resonant proper-
ties of the tympanum and the mass and elasticity of Mül-
ler’s organ (Stephen and Bennet-Clark 1982). Therefore, 
the effects of temperature changes on auditory mechanics 
alone are not clear (Mason and Faure 2004). Nevertheless, 
the slightly enhanced membrane displacement may at least 
to some extent contribute to the increased spike rate seen in 
auditory receptors.
For insects using acoustic signals for mate localization, 
species recognition, predator or prey detection, the reliable 
neuronal coding of such signals is crucial for an adequate 
behavioural reaction to sound signals. Almost temperature-
independent tympanal membrane properties and a robust 
encoding of acoustic signals by auditory receptor neurons, 
whose properties change only slightly with temperature, 
might enable the animals to reliably identify sounds (e.g. of 
approaching predators) under different environmental con-
ditions. The next steps will be to investigate second- and 
third-order neurons along the auditory pathway to see how 
these neurons are affected by changing temperatures.
Acknowledgments This work was funded by the German Research 
Council, DFG, [SFB 618 to B.R.], and the Biotechnology and Bio-
logical Sciences Research Council [BB/H004637/1 to S.D.G. and 
J.F.C.W.]. We thank J. Clemens for providing important input and 
help concerning Matlab programming, F. Roemschied for providing a 
tool to calculate the mean action potential shape, and F. Roemschied 
and S. Schreiber for discussion. Helpful comments from two anon-
ymous referees are also acknowledged. We also thank R. Lübke for 
animal maintenance at Humboldt-Universität zu Berlin and J.C. Jack-
son, D.J. Mackie, and H.M. Moir for help with animal and equipment 
maintenance at U. Strathclyde.
Conflict of interest The authors declare that they have no conflict 
of interests.
 J Comp Physiol A
1 3
Open Access This article is distributed under the terms of the Crea-
tive Commons Attribution License which permits any use, distribu-
tion, and reproduction in any medium, provided the original author(s) 
and the source are credited.
References
Abrams TW, Pearson KG (1982) Effects of temperature on identified 
central neurons that control jumping in the grasshopper. J Neuro-
sci 2:1538–1553
Bauer M, von Helversen O (1987) Separate localization of sound rec-
ognizing and sound producing neural mechanisms in a grasshop-
per. J Comp Physiol A 161:95–101. doi:10.1007/bf00609458
Bennett AF (1990) Thermal dependence of locomotor capacity. Am J 
Physiol 259:R253–R258
Burrows M (1989) Effects of temperature on a central synapse 
between identified motor neurons in the locust. J Comp Physiol 
A 165:687–695
Charabidze D, Bourel B, Leblanc H, Hedouin V, Gosset D (2008) Effect of 
body length and temperature on the crawling speed of Protophormia 
terraenovae larvae (Robineau-Desvoidy) (Diptera Calliphoridae). J 
Insect Physiol 54:529–533. doi:10.1016/j.jinsphys.2007.11.010
Clemens J, Kutzki O, Ronacher B, Schreiber S, Wohlgemuth S (2011) 
Efficient transformation of an auditory population code in a small 
sensory system. Proc Natl Acad Sci USA 108:13812–13817. doi:
10.1073/pnas.1104506108
Clemens J, Wohlgemuth S, Ronacher B (2012) Nonlinear computa-
tions underlying temporal and population sparseness in the audi-
tory system of the grasshopper. J Neurosci 32:10053–10062. doi:
10.1523/jneurosci.5911-11.2012
Coro F, Pérez M, Machado A (1994) Effects of temperature on a moth 
auditory receptor. J Comp Physiol A 174:517–525. doi:10.1007
/bf00191717
Dell AI, Pawar S, Savage VM (2011) Systematic variation in the 
temperature dependence of physiological and ecological traits. 
Proc Natl Acad Sci USA 108:10591–10596. doi:10.1073/p
nas.1015178108
Fonseca PJ, Correia T (2007) Effects of temperature on tuning of the 
auditory pathway in the cicada Tettigetta josei (Hemiptera, Tibi-
cinidae). J Exp Biol 210:1834–1845
Franz AF, Ronacher BR (2002) Temperature dependence of tempo-
ral resolution in an insect nervous system. J Comp Physiol A 
188:261–271. doi:10.1007/s00359-002-0298-6
Full RJ, Tullis A (1990) Capacity for sustained terrestrial locomotion 
in an insect: energetics, thermal dependence, and kinematics. J 
Comp Physiol B 160:573–581. doi:10.1007/bf00258985
Goodman CS, Heitler WJ (1977) Isogenic locusts and genetic varia-
bility in the effects of temperature on neuronal threshold. J Comp 
Physiol A 117:183–207. doi:10.1007/bf00612786
Guest BB, Gray JR (2006) Responses of a looming-sensitive neu-
ron to compound and paired object approaches. J Neurophysiol 
95:1428–1441. doi:10.1152/jn.01037.2005
Halex H, Kaiser W, Kalmring K (1988) Projection areas and branch-
ing patterns of the tympanal receptor cells in migratory locusts, 
Locusta migratoria and Schistocerca gregaria. Cell Tissue Res 
253:517–528. doi:10.1007/bf00219742
Heller K-G (1986) Warm-up and stridulation in the buschcricket, Hex-
acentrus unicolor Serville (Orthoptera, Conocephalidae, Listros-
celidinae). J Exp Biol 126:97–109
Hennig RM, Franz A, Stumpner A (2004) Processing of auditory 
information in insects. Microsc Res Tech 63:351–374. doi:10.1
002/jemt.20052
Hille B (2001) Ionic channels of excitable membranes, 3rd edn. Sin-
auer, Sunderland
Hodgkin AL, Katz B (1949) The effect of temperature on the electri-
cal activity of the giant axon of the squid. J Physiol 109:240–249
Hoffmann KH (1995) Stoffwechsel. In: Gewecke M (ed) Physiologie 
der Insekten. Gustav Fischer, Stuttgart, pp 1–65
Hoy RR (1992) Genetic and temperature coupling between sender 
and receiver in acoustic biocommunication systems. Semin Neu-
rosci 4:377–383. doi:10.1016/1044-5765(92)90045-4
Hückesfeld S, Niederegger S, Schlegel P, Heinzel HG, Spieß R 
(2011) Feel the heat: the effect of temperature on develop-
ment, behavior and central pattern generation in 3rd instar 
Calliphora vicina larvae. J Insect Physiol 57:136–146. 
doi:10.1016/j.jinsphys.2010.10.002
Janiszewski J, Otto D (1988) Modulation of activity of identified sub-
oesophageal neurons in the cricket Gryllus bimaculatus by local 
changes in body temperature. J Comp Physiol A 162:739–746. 
doi:10.1007/bf00610963
Janssen R (1992) Thermal influences on nervous system function. 
Neurosci Biobehav Rev 16:399–413
Joseph J, Dunn FA, Stopfer M (2012) Spontaneous olfactory recep-
tor neuron activity determines follower cell response properties. 
J Neurosci 32:2900–2910. doi:10.1523/jneurosci.4207-11.2012
Korsunovskaya O, Zhantiev R (2007) Effect of temperature on 
auditory receptor functions in crickets (Orthoptera, Tetti-
goniodea). J Evol Biochem Phys 43:327–334. doi:10.1134/
s0022093007030076
Martin JP, Beyerlein A, Dacks AM, Reisenman CE, Riffell JA, Lei 
H, Hildebrand JG (2011) The neurobiology of insect olfaction: 
sensory processing in a comparative context. Prog Neurobiol 
95:427–447. doi:10.1016/j.pneurobio.2011.09.007
Mason AC, Faure PA (2004) The physiology of insect auditory affer-
ents. Microsc Res Tech 63:338–350. doi:10.1002/jemt.20050
McMillan GA, Gray JR (2012) A looming-sensitive pathway responds 
to changes in the trajectory of object motion. J Neurophysiol. doi
:10.1152/jn.00847.2011
Mhatre N, Bhattacharya M, Robert D, Balakrishnan R (2011) Match-
ing sender and receiver: poikilothermy and frequency tuning in a 
tree cricket. J Exp Biol 214:2569–2578. doi:10.1242/jeb.057612
Miles CI (1985) The effects of behaviourally relevant temperatures on 
mechanosensory neurons of the grasshopper, Schistocerca ameri-
cana. J Exp Biol 116:121–139
Montgomery JC, MacDonald JA (1990) Effects of temperature on 
nervous system: implications for behavioral performance. Am J 
Physiol 259:191–196
Neuhofer D, Ronacher B (2012) Influence of different envelope mask-
ers on signal recognition and neuronal representation in the audi-
tory system of a grasshopper. PLoS ONE 7:e34384. doi:10.1371/
journal.pone.0034384
Neuhofer D, Wohlgemuth S, Stumpner A, Ronacher B (2008) Evolu-
tionarily conserved coding properties of auditory neurons across 
grasshopper species. Proc R Soc Lond B Biol Sci 275:1965–
1974. doi:10.1098/rspb.2008.0527
Oldfield BP (1988) The effect of temperature of the tuning and physi-
ology of insect receptors. Hear Res 35:151–158
Pearson KG, Robertson RM (1981) Interneurons coactivating hindleg 
flexor and extensor motoneurons in the locust. J Comp Physiol A 
144:391–400. doi:10.1007/bf00612571
Prinz PP, Ronacher BR (2002) Temporal modulation transfer func-
tions in auditory receptor fibres of the locust (Locusta migra-
toria L.). J Comp Physiol A 188:577–587. doi:10.1007/
s00359-002-0333-7
Raman B, Joseph J, Tang J, Stopfer M (2010) Temporally diverse fir-
ing patterns in olfactory receptor neurons underlie spatiotemporal 
neural codes for odors. J Neurosci 30:1994–2006. doi:10.1523/jn
eurosci.5639-09.2010
Robertson RM (1993) Effects of temperature on synaptic potentials in 
the locust flight system. J Neurophysiol 70:2197–2204
J Comp Physiol A 
1 3
Robertson RM, Money TGA (2012) Temperature and neuronal circuit 
function: compensation, tuning and tolerance. Curr Opin Neuro-
biol 22:724–734. doi:10.1016/j.conb.2012.01.008
Roemschied FA, Eberhard MJB, Schleimer J-H, Ronacher B, 
Schreiber S (2014) Cell-intrinsic mechanisms of temperature 
compensation in a grasshopper sensory receptor neuron. eLife 
3:e02078. doi:10.7554/eLife.02078
Römer H (2001) Ecological constraints for sound communication: 
from grasshoppers to elephants. In: Barth FG, Schmid A (eds) 
Ecology of sensing. Springer, Berlin, pp 59–77
Römer H, Marquart V (1984) Morphology and physiology of auditory 
interneurons in the metathoracic ganglion of the locust. J Comp 
Physiol A 155:249–262
Ronacher B, Römer H (1985) Spike synchronization of tym-
panic receptor fibres in a grasshopper (Chorthippus biguttu-
lus L., Acrididae). J Comp Physiol 157:631–642. doi:10.1007
/bf01351357
Ronacher B, Franz A, Wohlgemuth S, Hennig RM (2004) Variability 
of spike trains and the processing of temporal patterns of acoustic 
signals—problems, constraints, and solutions. J Comp Physiol A 
190:257–277
Sanborn AF (2006) Acoustic signals and temperature. In: Drosopou-
los S, Claridge MF (eds) Insect sounds and communication. Tay-
lor & Francis Group, Boca Raton, pp 111–125
Simmons PJ, Rind FC, Santer RD (2010) Escapes with and without 
preparation: the neuroethology of visual startle in locusts. J Insect 
Physiol 56:876–883. doi:10.1016/j.jinsphys.2010.04.015
Stephen RO, Bennet-Clark HC (1982) The anatomical and mechani-
cal basis of stimulation and frequency analysis in the locust ear. J 
Exp Biol 99:279–314
Stumpner A, Ronacher B (1991) Auditory interneurons in the meta-
thoracic ganglion of the grasshopper Chorthippus biguttulus: I. 
Morphological and physiological characterization. J Exp Biol 
158:391–410
Stumpner A, Ronacher B, von Helversen O (1991) Auditory interneu-
rons in the metathoracic ganglion of the grasshopper Chorthippus 
biguttulus: II. Processing of temporal patterns of the song of the 
male. J Exp Biol 158:411–430
von Helversen D (1972) Gesang des Männchens und Lautschema 
des Weibchens bei der Feldheuschrecke Chorthippus biguttulus 
(Orthoptera, Acrididae). J Comp Physiol A 81:381–422. doi:10.
1007/bf00697757
von Helversen O (1979) Angeborenes Erkennen akustischer Schlüs-
selreize. Verh dt Zool Ges 72:42–59
von Helversen D, von Helversen O (1994) Forces driving coevolution 
of song and song recognition in grasshoppers. In: Schildberger K, 
Elsner N (eds) Neural basis of behavioural adaptations. Fischer, 
Stuttgart, pp 253–284
Windmill JFC, Göpfert MC, Robert D (2005) Tympanal travel-
ling waves in migratory locusts. J Exp Biol 208:157–168. 
doi:10.1242/jeb.01332
Windmill JFC, Bockenhauer S, Robert D (2008) Time-resolved tym-
panal mechanics of the locust. J R Soc Interface 5:1435–1443. 
doi:10.1098/rsif.2008.0131
Wohlgemuth S, Vogel A, Ronacher B (2011) Encoding of ampli-
tude modulations by auditory neurons of the locust: influence of 
modulation frequency, rise time, and modulation depth. J Comp 
Physiol A 197:61–74. doi:10.1007/s00359-010-0587-4
Wolf H (1986) Response patterns of two auditory interneurons in a 
freely moving grasshopper (Chorthippus biguttulus L.). J Comp 
Physiol 158:689–696. doi:10.1007/bf00603826
